(A and B) Evaluation of netrin-1 expression in HUVEC and HUAEC cells. (A) Immunofluorescence using a specific netrin-1 antibody was used. No netrin-1 labeling was detected in HUVEC and HUAEC cells, contrary to MRC-5 lung fibroblasts cell line. (B) Quantitation of netrin-1 secreted in culture medium was performed using Netrin-1 (human) ELISA Kit from Apotech Corporation. (C) Netrin-1 treatment reduces caspase-3 activity in a dose-dependent manner, in HUVEC and HUAEC. Relative index of caspase-3 activity is expressed as the mean +/-s.e.m (n=3). *: p<0.05 ; **p<0.0025 (Student t-test compared to level in control condition). (D) Netrin-1 treatment inhibits HUVEC/HUAEC cell death observed upon overnight treatment with 50 µM etoposide. Cell death is assessed using Toxilight assay as described in Experimental Procedures. Relative index are means and s.e.m (n=3) (p<0.05, Student t-test). (E) Addition of a recombinant protein corresponding to the extracellular domain of rat UNC5H2 prevents netrin-1-mediated cell death inhibition. Results are presented as relative index to controls in each case (means+/-s.e.m, n=3, t-test). 
SUPPLEMENTAL EXPERIMENTAL PROCEDURES
Endothelial Cell Transfection HUVEC and HUAEC were transfected using the AMAXA Nucleofector system. 500 000 cells were resuspended in 100 µl HUVEC Nucleofector solution and transfected with 1 µg siRNA or 1.5 µg plasmid DNA and 0.5 µg GFP-encoding control plasmid. After transfection, cells were cultured in 1% growth medium and collected after 24 hours.
Cell Death Assays
Endothelial cells were seeded at 10 000 cells/cm 2 in complete medium for 16 hours. Cell death was induced either by starvation in serum free medium (Endothelium Cell Basal Medium, Promocell) or by exposure to 50 µM etoposide. Cell death was scored by trypan blue exclusion assay as previously described. For detection of DNA fragmentation, treated cells cultured on coverslips were fixed 20 minutes in 4% paraformaldehyde (PFA) and Terminal deoxynucleodityl transferase mediated dUTP-biotin Nick End Labeling (TUNEL) was performed with 300U/mL TUNEL enzyme (300U/mL) and 6 µM biotinylated dUTP (Roche Diagnostics). Caspase-3 activity was measured using ApoAlert CPP32 kit from Clontech (USA) and by immunostaining on fixed cells using anti-active-caspase-3 antibody (Cell Signaling) as described in (Llambi et al., 2005; Tauszig-Delamasure et al., 2007) . Toxilight assay was performed according to manufacturer's instructions (Lonza).
Western Blot Analysis and Immunofluorescence
Endothelial cells seeded at 10 000 cells/cm 2 and treated or not with netrin-1 in serum free medium (Endothelium Cell Basal Medium, Promocell) for 24 hours were collected and lysed in 50 mM HEPES pH 7.6, 125 mM NaCl, 5 mM EDTA and 0.1% NP-40 buffer in the presence of protease inhibitors. For immunofluorescence analysis, cells were seeded on LabTek chamber slides and fixed 15 minutes in 4% PFA.
Aortic Ring Assay
Aortas were resected from Balb/C mice of 6 to 8 weeks of age, cleaned of periadventitial fat and connective tissues, rinsed twice in ECGM and cut in rings of 1 to 1.5 mm length. One hundred microliters of Growth factor reduced Matrigel (BD Biosciences) was added to each well of a 48-well tissue culture plate (Costar) and allowed to solidify for 30 min at 37°C. Aortic rings were placed on the matrix layer, embedded in 100µl of Matrigel, and allowed to recover in complete growth medium (ECGM, Promocell) for 24 hours. They were then treated or not with netrin-1 (150ng/ml), z-VAD-fmk (Tebu ; 20nM), BAF (Sigma ; 20nM) or VEGF (Sigma ; 13ng/ml) and photographed with a phase contrast microscope on day 4. Microvessels outgrowth total length was calculated using AxioVision Release 4.6 software.
CAM Assay
Chick chorioallantoic membrane assay (CAM) assay was performed as already described. White Leghorn eggs were incubated at 37°C in a humidified atmosphere. After 72 hours of incubation, 3ml albumen was removed and a square window was opened into the shell. The opening was closed with cellotape until day 8. Netrin-1 (150ng/ml), z-VAD-fmk (Tebu ; 20nM), BAF (Sigma ; 20nM), or VEGF (Sigma) were then diluted in PBS and mixed with an equal volume of autoclaved 1% methylcellulose solution. Controls were prepared with vehicles only. Each sample solution (10 µl) was dropped on Parafilm and dried up. The methylcellulose disks were stripped off from the Parafilm and placed on a CAM of the 8-day-old chick embryos.
Morpholinos Knockdown of Zebrafish Embryos
Transgenic fli:egfp zebrafish were obtained from Zebrafish International Resource Center (University of Oregon) and maintained under standard breeding conditions at 28°C (Lawson and Weinstein, 2002) . Before injection, embryos were dechorionated using pronase enzymatic treatment and then raised in E3 medium supplemented with 0.003% phenylthiourea to inhibit pigment formation. For TUNEL staining, embryos were fixed at 48 hpf in 4% PFA overnight at 4°C. They were then rinsed 10 minutes in PBS-Tween 0.1% (PBST) and progressively dehydrated in successive methanol baths (25, 50, 75 and 100%) . After rehydratation (75, 50 and 25% methanol series), embryos were rinsed in PBST, treated 5 minutes with 10µg/ml proteinase K (Roche) in PBS, rinsed again in PBST and incubated in PBS-BSA 1% for 30 minutes. TUNEL labeling was achieved as previously stated above and revealed using Cy3-coupled-streptavidine (1/400 ; Jackson Immunoresearch).
